SYNOPSiS Using slight modifications to the method of Kohn, Mollin, and Rosenbach (1961) 
(1961) with the modifications described below appeared to improve the electrophoretic run and facilitated the subsequent reading of the test to detect Figlu.
Received for publication 2 October 1964. One of the early difficulties was the wide variation in the volume of test urine received, which ranged from 90 to 800 ml. To overcome this, fluids were restricted in the subjects tested from 9 p.m. the previous evening. This reduced the range to 150 to 500 ml., and in order to iron out any further fluctuations in volume and standardize the test as much as possible, 0 002 ml. per 30 ml. volume of test urine was applied to the cellulose acetate strip. For this application a micropipette drawn out to a fine point was used, enabling the operator to form a thin continuous line in the middle of the strip, giving better alignment when the paper was cut and making comparison after ammonia treatment easier.
Figlu marker was applied as a thin, but shorter, line at each outside edge as in the original method, but as pure Figlu is expensive and difficult to obtain in sufficient quantity, strongly positive control urines were substituted. These kept easily for a few months if stored at 2 to 5°C. with hydrochloric acid and thymol as preservatives.
The concentration of ammonia vapour was another variable which could affect the final result. It was found that this had to be kept high otherwise false negatives might arise. Thus it is advisable to use fresh ammonia for each test.
For reporting purposes the strips were placed on a piece of filter paper over a 60 W. bulb in a bench microscope lamp and graded as follows:-1 Weak positive results could only be seen by this procedure. 2 Positives 322 could be seen in daylight but were more obvious under the test light. 3 Strong positives were easily read in ordinary daylight.
Optimum separation of Figlu and glutamic acid with the tank and power pack used was achieved with a 40-min. run at 230 volts using an EEL six-place electrophoresis tank fitted with two cellulose acetate adaptors (EEL) and a Shandon power pack no. 2523.
SUBJECTS STUDIED
The results of the test in 210 women were analyzed. Sixteen were in the puerperium. Cases were selected either because they showed haematological signs of folic acid deficiency or had failed to respond adequately to oral or parenteral iron. Women with twin pregnancies were also investigated because of the higher incidence of folic acid deficiency in this group. Nineteen control cases were included, the majority being cases of simple iron-deficiency anaemia. Grade II Typical white cell changes were found in grade II subjects, and when typical giant hypersegmented polymorphs were found the case was placed in this group. Three main types of cell were recognized. The most mature showed some condensation of the nuclear chromatin and nuclear hypersegmentation, eight to 12 lobes were frequent, and rosette formations common. The second type had fewer, but slightly larger lobes, approximately six to 10 in number, and was often shaped like a hand of bananas, while the third type was really a giant metamyelocyte and unlike the others was seen more frequently in marrows. As one would expect it was the largest of the three and frequently had a most irregularly shaped nucleus, which reminded one of a Manx sign or a swastika.
Generally only a few of the white cells were so affected and they had to be sought for, but variation is size (grade Ia) was common and immediately aroused suspicion.
Grade III: Transitional or megaloid changes Apart from a few cases, which will be mentioned later, white cell changes as above were found in this group and in addition nucleated red cells of transitional type were seen. Polychromasia was a common finding and Howell Jolly bodies were fairly frequent. Macrocytosis varied, depending on the degree of iron deficiency, but invariably some large, irregularly shaped macrocytes were seen.
Grade IV: Megaloblastic change In addition to the above features typical megaloblasts were found in this group.
This grading roughly follows that of Dawson (1962) except that it has been applied to buffy coats as well as to marrows. In those cases in the present series where any discrepancy arose between the buffy coat and marrow grading, the marrow result was the one accepted.
RESULTS
Of the 210 patients investigated, 128 (group A) had haematological evidence of megaloblastic change (grade II or more) and gave a positive histidine loading test (Table I ). In 18 the haemoglobin was 10 g. % or over. The remainder were definitely anaemic and the lowest value recorded was 5 5 g. %. The individual results were collated and are shown in Table II . It can be seen that no correlation existed between the extent of haematological change and the amount of formimino-glutamic acid in the urine. (Table IV) . (Hibbard, 1962; Lewis et al., 1962; Metz et al., 1962; Husain et al., 1963; Karthigaini et al., 1964) , and surprisingly enough the Glasgow results are nearer those of the Nigerian patients. However, it does not necessarily follow that folic acid deficiency is greater here. Indeed in the present series there was no correlation between the amount of formimino-glutamic acid excreted and the degree of haematological change found. It may be that other deficiencies, including that of vitamin B12 (Kershaw and Girdwood, 1964) , either directly or indirectly through their influence on folic acid, affect the metabolism of histidine.
In the present series it is of additional interest to note that false negatives were found in cases which were otherwise complicated and one wonders whether these additional factors may in their own way have affected histidine metabolism and the excretion of formimino-glutamic acid. It would be interesting to know if additional complications were frequent in the series reported by Chanarin et al. (1963) .
One or two further points of interest have arisen from the present survey, for instance, the high incidence of folic acid deficiency in multiple pregnancy. It is certainly well known that megaloblastic anaemia is commoner in twin pregnancies (Thompson and Ungley, 1951; Scott, 1956; Giles and Shuttleworth, 1958) but it is probably not fully appreciated that minor degrees of this condition are so frequent. Recently Ball and Giles (1964) 
